Isolation of adipocyte rich fraction and stromal vascular fraction from fat pads Adipocyte rich fraction (ARF) and stromal vascular fraction (SVF) were isolated as previously described (1). Briefly, inguinal and epididymal adipose tissues were dissected, excised and minced in HBSS. Tissue mixture were centrifuged at 500g for 5 min to remove erythrocytes and free leukocytes. Suspensions were collected and incubated with buffer containing 1 mg/ml liberase (5401119001; Roche Applied Science, Basel, Switzerland) at 37 °C for 30 min on a shaker. The cell suspensions were filtered by using a 100 μm filter and then centrifuged at 300g for 5 min to separate floating ARF from the SVF pellet. ARF and SVF were collected separately and used for quantitative RT-PCR and immunoblot analysis.
nucleuses were stained with DAPI. Slides were mounted and visualized using an OLYMPUS BX53 microscope or ZEISS LSM 800 confocal microscope.
RNA extraction and quantitative RT-PCR
Frozen tissue (kept at -80°C) or cell total RNA was extracted using the TRI Reagent® Solution (AM9738; Life technologies) and 1 µg of RNA was reverse-transcribed into cDNA using iScript cDNA Synthesis Kits (Bio-Rad, Hercules, CA). PCR amplification was performed using the SYBR PCR mix (Bio-Rad). Calculations were performed by a comparative method (2 -∆∆CT ) using 18S RNA as the internal control. Real-time primer sequences are shown in Supplemental Table 1 . ELISA Cytokines in serum were quantified using the ELISA set for mouse TNFα (430904, BioLegend), IL-6 (431304, BioLegend) or IL-1β (MLB00C, R&D Systems), according to the manufacturers' instructions. vWF (red, A), CD3 (red, B) , or CD11c (red, C) in visceral WAT of chow-or HFD-fed WT mice. Nuclei were stained with DAPI (blue). Scale bar, 25 μm. The intensity of Nrp1 staining was normalized to the intensity of co-stained vWF, CD3, or CD11c (n = 5). Data are expressed as mean ± SEM.
Supplementary Figure 4.
Body weight in WT (n = 7) and Nrp1 myel-KO (n = 8) mice fed with either a chow or a HFD for 16 weeks. Data are expressed as mean ± SEM. NS, no significance. *P < 0.05 as indicated. Supplementary Figure 5 . Insulin response and inflammation profiles in chow-fed WT and Nrp1 myel-KO mice. A and B: Glucose tolerance test (GTT) and insulin tolerance test (ITT) (n = 7 mice per group). C-E: Relative mRNA levels of inflammatory genes in WAT, liver, and skeletal muscle (n = 6 mice per group) . Data are expressed as mean ± SEM.
